Due to extremely chemical complexity, identification of potential toxicity-related constituents from an herbal medicine (HM) still remains challenging. Traditional toxicity-guided separation procedure suffers from time-and labor-consumption and neglects the additive effect of multi-components. In this study, we proposed a screening strategy called "hepatotoxic equivalent combinatorial markers (HECMs)" for a hepatotoxic HM, Dioscorea bulbifera tuber (DBT). Firstly, the chemical constituents in DBT extract were globally characterized. Secondly, the fingerprints of DBT extracts were established and their in vivo hepatotoxicities were tested. Thirdly, three chemometric tools including partial least squares regression (PLSR), back propagation-artificial neural network (BP-ANN) and cluster analysis were applied to model the fingerprint-hepatotoxicity relationship and to screen hepatotoxicity-related markers. Finally, the chemical combination of markers was subjected to hepatotoxic equivalence evaluation. A total of 40 compounds were detected or tentatively characterized. Two diterpenoid lactones, 8-epidiosbulbin E acetate (EEA) and diosbulbin B (DIOB), were discovered as the most hepatotoxicity-related markers. The chemical combination of EEA and DIOB, reflecting the whole hepatotoxicity of original DBT extract with considerable confidential interval, was verified as HECMs for DBT. The present study is expected not only to efficiently discover hepatotoxicity-related markers of HMs, but also to rationally evaluate/ predict the hepatotoxicity of HMs.
. Typically, the traditional approach to identify toxic ingredients from an HM often involves two steps: (1) chemical isolation from the plant extract, and (2) toxic evaluation of each isolates 6, 7 . However, the whole procedure is always time consuming and neglects the additive effect of multi-components. As we know, the toxicity of an HM may be caused due to the chemical combination rather than a single constituent [8] [9] [10] [11] . Therefore, it is incumbent upon researchers to explore the accurate combinatorial composition of toxic constituents in an HM.
Dioscorea bulbifera (DB), belonging to the Dioscoreaceae family, has been largely cultivated in China, Japan, India, Bangladesh and Australia [12] [13] [14] [15] . The tuber of DB (DBT), also called "Huang-Yao-Zi" in Chinese, has been clinically employed as a remedy to treat thyroid diseases, leprosy and tumors for several decades 16, 17 . Pharmacological studies have shown that DBT possesses anti-tumor, anti-inflammation and goiter inhibitory effects 18, 19 . Recently, the associated poisoning cases are occasionally reported in parallel with the rising popularity of those DBT-containing prescriptions in clinical use. Chronic and excessive exposure to DBT has been witnessed to cause liver injury in some patients 20 . Also, the in vivo and in vitro experimental studies have demonstrated
Results
Chemical profiling of DBT extract. In order to characterize the chemical constituents in DBT extract, an UHPLC-QTOF MS method was established. Both positive and negative ion modes of mass spectra were optimized, and the obtained data suggested that the signal in the negative mode provided higher sensitivity and satisfactory accuracy with all mass errors less than 5 ppm ( Fig. 2 and Fig. S1 ). Based on the retention time (RT), MS and MS/MS spectra data in negative ion mode, a total of 40 compounds, including 20 flavonoids, 7 diterpenoid lactones, 5 organic acids, 2 phenanthrenes and 1 sugar in DBT extract (S01) were characterized by the comparison with available reference compounds and previous reports [30] [31] [32] . Typical total ion chromatogram of DBT extracts in negative ion mode is shown in Fig. 2 . The detailed information such as RT, formula and fragment ions are illustrated in Table 1 . Fingerprint analysis of DBT extracts. In order to validate the developed method, the analytical performance test was evaluated. The results showed the relative standard deviations (RSDs) of precision, stability and repeatability were no more than 4%, indicating the analysis was reliable and repeatable. The fingerprints of DBT extracts were established by UHPLC under the optimal conditions (See Fig. 3 ). Ten common peaks were defined from the fingerprint, which accounted for above 80% of the overall peak areas. Comparing with the chemical profiling data, the peaks were identified as epigallocatechin (1), kaempferol-3-O-β-D-galactoside (2), catechin dimers (3), catechin (4), catechin dimers (5), epicatechin (6), 9,10-dihydro-2,3,5,7-phenanthrenetetraol (7), caryatin (8), diosbulbin B (DIOB) (9), 8-epidiosbulbin E acetate (EEA) (10) . The contents of peaks 9 and 10 in DBT samples were quantified (data are shown in Fig. 4(A) ).
The similarity results of 21 batches of DBT samples are presented in Table S1 , and the similarity values fell within the range of 0.919-0.996. The results of common peak areas are listed in Table S2 . As is evidenced from chemical profile data and similarity values among DBT extracts, it is difficult to discriminate the randomly selected samples only by fingerprint analysis.
Hepatotoxicity of DBT extracts. The levels of serum ALT and AST activities are used as biomarkers for the early acute liver injury, and obvious elevation of these enzymes reflects the damage of hepatic function 33, 34 . To assess hepatotoxicity of DBT extract, serum ALT and AST in mice treated with DBT extracts were detected. It was noted that a dose of 2 g/kg DBT extracts resulted in serum ALT/AST levels significantly increased (p < 0.01), comparing with 32 ± 6 U/L (ALT) and 83 ± 15 U/L (AST) in mice treated with vehicle ( Fig. 4(A,B) ). In addition, severe liver damage appeared as hepatic cell necrosis, inflammatory cell infiltration and local spotty necrosis by histopathologic analysis (Fig. 4(C) ). These findings indicated the mice administered DBT extracts at 2 g/kg caused potential hepatotoxicity.
In comparison with the results from fingerprint analysis of DBT extracts, the hepatotoxicities of these samples showed different ALT and AST values as 3775-17308 U/L and 1434-11938 U/L, respectively (Fig. 4A) . Among all 21 bathes of DBT extracts, samples S06, 09, 13, 14, 15, 17, 18 and 20 exerted the strongest hepatotoxic effects with the serum ALT activities over 10636 ± 3830 U/L and AST activities over 4310 ± 2495 U/L, followed by samples S01, 02, 03, 04, 05, 10, 12, 19 and 21 with the serum ALT (6215 ± 2375 to 9961 ± 3947 U/L) and AST (2237 ± 1582 to 5283 ± 3392 U/L). As expected, samples S07, 08, 11 and 16 showed weak hepatotoxicities.
Discovery of principal hepatotoxic markers by PLSR, BP-ANN and cluster analysis. In the present study, we tried to establish the fingerprint-hepatotoxicity relationship model, and three chemometric methods, including PLSR, BP-ANN and cluster analysis were applied to screen the possible hepatotoxic markers from DBT extracts.
PLSR is a particular type of multivariate analysis using the two-block predictive PLS model to find the relationship between two matrices, X and Y 35 . Here, a PLSR model to correlate hepatotoxicity and chromatographic data was constructed with the 21 batches of DBT extracts. The parameter R-squared and adjusted R-squared of the model were 0.902 and 0.576 respectively, which indicated that PLSR was appropriate in modeling fingerprint-hepatotoxicity correlation. The importance of the X-variables for a model could be evaluated by variable importance for the projection (VIP) values (usually with a threshold >1.0). The VIP values of ten peaks are given in Table 2 . As observed, the VIP values of peaks 9 and 10 were higher than 1.0 (1.025 and 1.798, respectively), indicating that DIOB and EEA might induce liver injury.
Furthermore, a nonlinear BP-ANN mathematical model was applied to clarify the fingerprint-hepatotoxicity relationship. The model contained three layers and three knots, and the iteration times were 5000. All data sets were from the 21 batches of DBT extracts samples. Mean impact value (MIV) is one of the best indexes reflecting changes of the weights matrix and evaluating the correlation of variables in the neural network 36, 37 . In general, the MIV can be described as:
where n represents the number of observations. After training on set data, MIVs of the ten common peaks are list in Table 2 . The mean squared error (MSE) of training, the magnitude of the gradient and the correlation Figure 2 . The typical total ion chromatogram of DBT extract by UHPLC-QTOF MS analysis in negative ion mode (S01). The peak numbers were in accordance with the compound numbers in Table 1 . *HEMCs.
coefficient (R) are depicted in Fig. 5 . In line with PLSR modeling results, compounds 9 and 10 had highest coefficient values (0.255 and 0.342, respectively) among all common peaks. Finally, heat map was performed to obtain more penetrating understanding of this relationship. The relative concentration trend between the common peaks and serum ALT/AST levels in all test samples is illustrated in Fig. 6 . The cluster analyses also suggested that peaks 9 and 10 were more responsible for the hepatotoxicity.
Summing up the results from the extended PLSR, BP-ANN and cluster analysis, DIOB and EEA were finally discovered as the main hepatotoxic compounds in DBT extract. Accordingly, these two compounds were tentatively assigned as candidate HECMs accounting for the whole hepatotoxicity of original DBT extracts.
Assessment of hepatotoxic equivalence between candidate HECMs and original DBT
extracts. The contents of DIOB and EEA in DBT extracts of S22-S24 are summarized in Table 3 , and the hepatotoxicities of original DBT extracts and candidate HECMs are shown in Fig. 7 . In the hepatotoxic equivalence assessment, both original DBT extracts and candidate HECMs caused significant elevations of serum ALT and AST (p < 0.01) (Fig. 7(A) ); histopathologic analysis (n = 5 per group) revealed local spotty necrosis and inflammatory cell infiltration in the liver of mice given original DBT extracts and candidate HECMs (Fig. 7(B) ). The 90% confidence interval (CI) for the hepatotoxicity of candidate HECMs in ALT and AST tests were 99.9-125.6%, 83.4-143.3%, 83.7-121.4% and 93.0-136.9%, 87.4-135.6%, 101.5-117.7%, respectively.
Discussion
Chemical profiling of HMs is always the prerequisite task for discovery of bioactive compounds 38, 39 . Flavonoids and diterpenoid lactones are reported as two main types of ingredients in DBT. Flavonoids are phenolic substances abundantly presented in the plant kingdom, numerous studies have demonstrated their health-promoting properties 40 . In contrast, diterpenoid lactones in DBT are found to be hepatotoxic. Actually, the parent diterpenoid lactones do not appear to be hepatotoxic, while the metabolic activation of the furan ring by cytochromes P450 (CYP450) is the key procedure of acute liver injury 25, [41] [42] [43] . Considering low CYP expression in cell lines 44 , the in vivo animal experiments were therefore conducted to evaluate the potential hepatotoxicity of the DBT extracts.
Similarity analysis of chromatographic fingerprint is well-recognized as a useful measure to evaluate the batch-to-batch chemical consistency of HMs [45] [46] [47] [48] . The chemical similarities among 21 batches of DBT extracts were measured by the fingerprint analysis. It was noted that all the similarity values were higher than 0.90, which suggested very little chemical fluctuation existed among those samples. Conversely, the hepatotoxic effects of DBT extracts on mice highly varied. The inconsistence between chemical composition and hepatotoxicity indicated that it is urgent to establish appropriate strategy to screen hepatotoxic markers in DBT extracts. In this study, three chemometric methods including PLSR, BP-ANN and cluster analysis were applied to discover the hepatotoxic markers from DBT extracts. Compared with the traditional toxicity-guided isolation process, the fingerprint-hepatotoxicity modeling approach showed its distinct advantages in efficiency, cost and general compatibility with holistic mode of HMs. The two principal discriminatory compounds, EEA and DIOB, were discovered as the hepatotoxic markers of DBT. Consequently, the combination of these two compounds was assigned as the candidate HECMs accounting for the whole hepatotoxicity of original DBT extracts. As shown in Fig. 4(A) , the sum of DIOB and EEA correlated well with hepatotoxicity. In samples S01, 02, 04, 07, 08, 10, 11, 16 and 21, low amount of DIOB and EEA associated with low serum ALT/AST levels. While in samples S06, 09, 13, 14, 15, 17, 18 and 20, a similar trend was observed, viz. relatively higher contents of DIOB and EEA corresponded to more potent toxicity (Fig. 4(B) ). The content-toxicity correlation implied that the combination of DIOB and EEA might be the candidate HECMs for the hepatotoxicity evaluation of DBT extract. Additionally, as listed in Table 2 , the relatively higher VIP value and MIV of EEA indicated it was more potent than DIOB (1.798 vs 1.025, and 0.342 vs 0.255, respectively), which was consistent with a previous report 25 . Thus, compared with DIOB, EEA might play a major role in the DBT-induced liver injury.
Seen from Fig. 7(A) , it was found that the mixtures of DIOB and EEA at identical amounts with those in S22-S24 showed nearly equivalent hepatotoxicities with corresponding DBT extracts, since all the 90% CI fell within the range of 70-143% 49 , demonstrating that candidate HECMs hepatotoxically equaled to original DBT extracts. Therefore, the chemical combination of EEA and DIOB was confirmed as the real HECMs for DBT.
In conclusion, a strategy based on the fingerprint-toxicity relationship modeling and hepatotoxic equivalence assessment was initially proposed for discovery and verification of HECMs from DBT. The chemical constituents in DBT extract was characterized by UHPLC-QTOF MS and a total of 40 compounds were identified or tentatively assigned. Based on the fingerprint-toxicity relationship modeling, EEA and DIOB were discovered as the main hepatotoxic markers. Furthermore, the chemical combination of those two markers was confirmed as HECMs which could account for the whole hepatotoxicity of original DBT extracts with 90% CI. Using DBT as a case study, this work provides not only a promising strategy for efficient discovery of potential hepatotoxic constituents from HMs, but also a rational terminology-HECMs for hepatotoxicity evaluation/ prediction of HMs. 
Materials and Methods
Chemicals and materials. A total of 24 batches of DBT samples (S01-S24) were collected from different regions in China. The voucher specimens, identified by Professor Hui-Jun Li of China Pharmaceutical University, were deposited in the State Key Laboratory of Natural Medicines, China Pharmaceutical University, Nanjing, China. The HPLC-grade solvents, acetonitrile, methanol and formic acid were purchased from Merck (Darmstadt, Germany), deionized water (18 MΩ cm) was prepared by distilled water through a Milli-Q system (Millipore, Milford, MA, USA). Other reagents and chemicals are of analytical grade. The reference standards of sucrose (1), shikimic acid (2), succinic acid (4), gallic acid (6), epigallocatechin (7), protocatechuic acid (9), catechin (15), epicatechin (18) , caryatin (26) , myricetin (29), quercetin (36) and kaempferol (40) were purchased from the National Institute for the Control of Pharmaceutical and Biological Products (Beijing, China) (purity >98%). Diosbulbin D (DIOD, 37) was purchased from ChemFaces (Chengdu, China) (purity >98%). , 35) , DIOB, 38 and EEA, 39 were isolated from DBT in our laboratory. Their structures were identified by ESI-HRMS, 1 H NMR and 13 C NMR in comparison with the literature data, and purities were determined to be >98% by UHPLC-DAD analysis based on a peak area normalization method.
Preparation of DBT extracts. The dried powder of DBT was soaked by refluxing with 80% ethanol (1:10, w/v) for 120 min and repeated three times. The ethanol extracts were combined to be filtered, concentrated under vacuum and then suspended in distilled water (1:1, v/v). The suspension was further extracted with the same volume of ethyl acetate for three times. The ethyl acetate layer was obtained and evaporated under vacuum, leading to the DBT extract. An aliquot of 10 mg DBT extract was dissolved in 1 mL of methanol and filtered through a 0.22 µm filter. The filtrate was injected for analysis.
Chromatographic and mass spectrometric conditions. Chromatographic analysis was performed on an Agilent series 1290 UHPLC system equipped with a quaternary pump, a degasser, a diode array detector and a thermostated column compartment (Agilent Technologies, Palo Alto, CA, USA). Chromatographic separation was carried out at 25 °C on a Shim-pack VP-ODS column (4.6 mm × 250 mm, 5 μm). The mobile phase was a mixture of 0.1% formic acid in water (A) and acetonitrile (B) with a gradient elution as follows: 0 min, 96% (A); 20 min, 83% (A); 55 min, 46% (A); 65 min, 0% (A); 70 min, 0% (A). The flow rate was 0.8 mL/min, and the column temperature was set at 25 °C. The Hepatotoxicity of DBT extracts. Mice were orally administered DBT extracts (2 g/kg, suspended in 0.5% CMC-Na, n = 10) for 36 h, and 0.5% sodium carboxymethyl cellulose (CMC-Na) was used as a vehicle control (n = 10) 25, 50 . They were fasted from food, but no water 12 h prior to the administration of the test suspension. Blood was collected from the eyeball for measurement of ALT, AST. Serum ALT and AST activities were measured on Cobas 8000 modular analyzer (Basel, Switzerland). Liver tissues were fixed in 10% neutral buffered formalin, paraffin processed, and sectioned at 3 μm. For histological evaluation, the tissue sections were stained with hematoxylin and eosin (H&E). Establishing of UHPLC fingerprint. All DBT samples were chemically profiled under the above mentioned chromatographic and mass spectrometric conditions. The fingerprints of 21 batches of samples (S01-S21) were matched automatically using Similarity Evaluation System for Chromatographic Fingerprint of Traditional Chinese Medicine (2012 Version, Committee of Chinese Pharmacopeia). The simulative mean chromatogram as a representative standard for those fingerprints was calculated and generated automatically by median method. Based on careful comparison of UV, MS/MS spectra and relative retention time, peaks detected in all fingerprints were defined as "common characteristic peaks" and structurally elucidated. Similarity values between each two chromatographic fingerprints were then determined using the above mentioned officially recommended software.
Quantitative analysis of the major diterpenoid lactones. The contents of DIOB and EEA were quantified by means of the external standard method. Prior to quantification, the developed UHPLC method was fully validated in terms of specificity, linearity, limit of detection (LOD), limit of quantitation (LOQ), precision (i.e. repeatability, intra-day and inter-day variability), stability, repeatability and accuracy.
Statistical analysis. Results were expressed as the mean ± standard deviation (SD) for continuous variables and as the number (percent) for categorical variables. To maximize identification the fingerprint-toxicity relationship between groups, PLSR model was applied using SIMCA version 14.0.1 (Umetrics AB, Umea, Sweden). In addition to the multivariate statistical method, the BP-ANN model was also employed to correlate fingerprints with hepatotoxicity using Matlab R2016a (Mathworks, Natick, USA). Heat maps and hierarchical cluster analyses were conducted using MeV version 4.6.0. Statistical analyses were performed using SPSS software version 19.0 (IBM Corp., Armonk, USA). An adjusted p value < 0.05 was considered statistically significant. is the 0.95 quantile of the central t-distribution with n 1 + n 2 -2 degrees of freedom 26 . If the 90% CI of relative hepatotoxicity compared to original DBT fell within the range of 70-143% 49 , the candidate HECMs were considered to be hepatotoxic equivalent with original DBT extracts. Three batches of additional DBT samples from Sichuan (S22), Anhui (S23) and Hubei (S24) were chosen to evaluate the hepatotoxic equivalence between candidate HECMs and original DBT extracts. The mixtures of DIOB and EEA were dissolved in 0.5% CMC-Na solution at a dose equivalent to that of the two tested compounds found in the DBT extracts. The mice were sacrificed 36 h after the administration, and the serum ALT and AST activities were used to assess the hepatotoxicity. Meanwhile, the histological samples were also examined.
